Abstract
Introduction

0
Rice blast disease accounts for yield losses that could feed about 60 million rice To uncover disease-relevant metabolites from the whole-metabolome profiles, we 1 0 9 developed a robust filtering system to diminish unwanted biological variables, to yield fine powdered. 0.10 mg of the conidia powder was mixed with 1.5mL of 50% insert and stored at 4 for metabolic analysis. 
Generation of Appressorium for Metabolomic assays 3 4 8
For appressorium formation metabolome profiling, appressoria were generated by 3 4 9 dropping an aliquot of 1.0 mL per of conidia suspension (1x105) on fisher scientific 3 5 0 hydrophobic slide surface and incubated in a humid chamber at 26 without light. Appressorium formation was observed after 12 hours using an optical microscope. Solution drops containing the developed appressorium were pipetted into sterilized using pestle and mortar. 0.10 mg of the powder generated was mixed with 1.5mL of a water bath at 65 for 1 hour. After incubation, the mixture was centrifuged for 10 3 5 8 minutes at 12000 rpm. The supernatant was aliquoted into new 2.0 mL sterilized 3 5 9
Eppendorf tubes, 15μL of the supernatant was diluted 10-fold with 70% (v/v) 3 6 0 methanol and filtered with 0.2μm Milex Millipore membrane into sample bottles with 3 6 1 glass insert and stored at 4 for metabolic analysis. For plant infection assays, conidia were collected from strains cultured on rice-bran 3 6 5 medium for 7-10 days. Conidial suspensions were adjusted to 1.5-2.0 × 105 3 6 6 conidia/mL in 0.02% Tween solution and sprayed onto 3-4-week-old susceptible to another humid chamber with a 12 hour photoperiod. The plants were examined for 3 7 0 disease symptoms at 7-days post-inoculation. Conidia were collected from 7-day-old rice-bran medium. Conidial suspensions were 3 7 5 adjusted to 1.5-2.0 × 105 conidia/mL in 0.02% Tween solution and sprayed onto rice seedlings. Inoculated plants were incubated in a dark, humid chamber at 25℃ for 24 hours, then moved to another humid chamber with 12 hour photoperiod. The inoculated rice leaves were then grounded in liquid nitrogen into a fine powder. About 3 8 0 1g of crushed leaves were dissolved in 4 ml of 80% methanol and incubated at 4 ˚C 3 8 1 on a shaking incubator overnight. After overnight shaking, the mixture was 3 8 2 centrifuged for 10 minutes at 13000 g to obtain the supernatant. The supernatant was suspensions was placed on a fisher scientific hydrophobic microscope cover glass and 3 8 6 incubated in a dark humid chamber at 26˚C before proceeding to appressorium 3 8 7
formation. Total RNA was extracted from the inoculated rice seedlings (C_Co39, C_NPB, and
C_gm) along with their non-inoculated control group T_Co39, T_NPB, and T_gm. The extraction of total RNA from inoculated and non-inoculated control samples was carried-out with RNAprep pure Plant Kit (Tiangen, Beijing) by following processes recommended by the manufacturer. RNA degradation and contamination were measured by running the extracted RNAs on 1% agarose gels. RNA integrity was 3 9 6 assessed using the RNA Nano 6000 Assay Kit of the Bioanalyzer 2100 system Accession codes: Details of the RNA-Seq data generated in this study have been 
